Background: DNA methylation is the most studied form of epigenetic regulation, a process by which chromatin composition and transcription factor binding is altered to influence tissue specific gene expression and differentiation. Such tissue specific methylation patterns are investigated as biomarkers for cancer and cell-free fetal DNA using various methodologies.
Background
In vertebrates DNA methylation is a conserved epigenetic modification by which DNA methyltransferases add a methyl group to carbon 5 of cytosine residues present in CpG dinucleotides. This modification is the most studied form of epigenetic regulation and has been strongly associated with chromosomal stability and imprinting control [1] . Furthermore, this epigenetic process also regulates chromatin composition and transcription factor binding to directly influence transcriptional activity [2, 3] .
DNA methylation occurs primarily in CpG islands (GGIs) and shores both in coding and non-coding regions of the genome, with gene regulatory regions such as promoters and first exons being a frequent methylation target [4] . Due to this integral relationship with gene expression regulation, DNA methylation patterns are very closely associated with developmental processes and differentiation. Consequently, DNA methylation directly modulates phenotype, and distinct methylation patterns have been associated with tissue specificity and a variety of disease states ranging from cancer to neurological disorders [5, 6] . These tissue specific differentially methylated regions (tDMRs) are currently under investigation for their utility as biomarkers for disease progression and prognosis, particularly in the field of cancer research, disease detection and response to treatment [7] .
The discovery of cell free fetal DNA (cffDNA) in the maternal circulation has greatly facilitated the development of non-invasive prenatal diagnosis (NIPD) [8] . The direct correlation between phenotype and DNA methylation patterns has allowed the use of DMRs as possible biomarkers in prenatal diagnosis. Several groups have utilized the methylation differences between placentaderived cffDNA and maternal DNA in order to identify highly specific fetal DMR biomarkers for non-invasive prenatal diagnosis of aneuploidies. Previous studies employed a variety of methods including sodium bisulfite conversion and methylation sensitive restriction digestion, but yielded a relatively small number of fetal specific DMRs including the SERPINB5, RASSF1A and U-PDE9A genes [9] [10] [11] .
In 2009, Papageorgiou et al. [12] applied methylation DNA immunoprecipitation (MeDIP) coupled with high resolution tiling oligonucleotide array (Chip) analysis to identify DMRs between Chorionic villus sampling (CVS) and female peripheral blood DNA (WBF). They were able to identify thousands of DMRs on chromosomes 13, 18, 21, X, and Y including methylation sensitive restriction sites, CGIs and promoter regions. This MeDIP-Chip approach was the trigger for investigating the utility of MeDIP followed by real-time qPCR (MeDIP-qPCR) for the non-invasive prenatal diagnosis of trisomy 21, yielding 100% sensitivity and specificity [13] . This novel NIPD method was validated by a second study of 175 cases again yielding high sensitivity and specificity [14] .
The current study utilizes the MeDIP-qPCR methodology to expand our range of fetal specific DMR biomarkers by selecting and screening 15 additional DMRs on chromosomes 21 and 18. Special emphasis is given on investigating the methylation variability in different samples from these newly selected and previously reported DMRs [12] [13] [14] by screening them in a set of 50, 1 st trimester CVS and 50 WBF. Overall, this work confirms the distinctively different methylation status of these regions in CVS and WBF.
Results
Using the above criteria we identified a set of 40 candidate DMRs between CVS and WBF from the microarray data [12] . This set was subsequently screened in a cohort of six CVS and six WBF to calculate the enrichment values for each DMR (Additional file 1). Based on this initial screening we were able to select the 15 regions with the highest CVS enrichment for further validation/ characterization, using seven previously validated DMRs by Papageorgiou et al. [13] and Tsaliki et al. [14] , as a comparison standard. This DMR validation study was conducted on a set of 50 CVS and 50 WBF samples using the MeDIP-qPCR methodology (Table 1) , the efficiency of which was monitored using one hypermethylated (HYPER) and one hypomethylated (HYPO) control regions. The HYPER is a region that showed hypermethylation for both CVS and WBF, while the HYPO is a region that showed hypomethylation for the two tissues [12] . Enrichment values for HYPO were low in WBF and CVS samples while the HYPER control region showed enrichment for CVS and WBF with mean enrichment values of 3.12 and 3.22 respectively, indicating that the MeDIP procedure was highly specific for the methylated regions. Moreover, the previously validated DMRs performed as previously described [12] , exhibiting distinctively different enrichment between CVS and WBF.
All tested DMRs showed a significant enrichment (p < 0.01) in CVS compared to those of WBF (Table 1) . We compared the performance of the 15 newly selected DMRs with the previously validated set and we were able to determine that 11 of 15 DMRs showed enrichment values higher than the lowest of the previously validated DMRs, ranging from 1.9 to 6.4. Additional comparison of the two DMR sets also illustrated that for 11 of these 15 regions the difference of means (mean enrichment CVSmean enrichment WBF) was again higher than the respective values of the validated DMRs (ranging from 1.6 to 6.4) ( Table 1 ). Our analysis also shows that the enrichment distributions for CVS and WBF have no overlap for these 11 DMRs (Figure 1 ).
To better investigate tissue specificity (CVS-WBF) in the 15 newly selected DMRs in relation to the previously validated DMRs, we also constructed a heat map and hierarchical clustering of the 50 CVS and 50 WBF samples based on the obtained enrichment values ( Figure 2 ). This analysis shows a clear differentiation between the two tissue types based on the obtained enrichment values. Furthermore, DMR clustering analysis showed that there was no distinct clustering separation between the newly selected and the previously validated DMRs.
Discussion
Our study aimed to validate and characterize a set of differentially methylated regions between CVS and WBF, obtained from MeDIP-Chip data [12] . The methylation characteristics of the 15 candidate DMRs, located on chromosomes 18 and 21, were ascertained in 50 CVS and 50 WBF using the MeDIP-qPCR methodology. To our knowledge this is the first MeDIP based biomarker screening study utilizing such a large sample set. None of the selected DMRs were located on CGIs, but within intergenic or intragenic regions. Such DMR distribution in noncoding intergenic and intragenic sequences is in agreement with data from a large scale investigation of tissue specific methylation profiles by Rakyan et al. [15] , who reported differential methylation of intergenic and CpG poor promoter regions in addition to CGIs.
Based on our results, all 15 DMRs showed differential enrichment between the two tissues and 11 out of these 15 were strongly and consistently hypermethylated in CVS samples. The ability of these DMRs to distinguish between CVS and WBF was equivalent to that of the seven previously validated DMRs used as performance standards. In fact, the tissue discriminating performance of the DMRs tested here, shows close similarities with the previously validated DMRs as it is illustrated by our heat map distribution and the unsupervised clustering patterns obtained.
DMR enrichment values showed variability among the different samples. This is likely caused by combination of both inter-experimental technical variability and inter-individual methylation variability. The presence of variability in MeDIP based assays has previously been described by Butcher et al. [16] . In addition, the issue of inter-individual DNA methylation variability has been the focus of several studies [17] [18] [19] . This high interindividual variability has been attributed to a variety of factors including environmental conditions, diet, age and psychosocial factors [20] [21] [22] [23] . Furthermore, it has been documented that regions with low CpG density, as the DMRs under investigation, show higher inter-individual variability as compared to regions with high CpG density, such as CGIs [24] .
Others have also shown that methylation variability can coincide with tissue specific DMRs without obscuring the tissue discriminating properties of those DMRs [17] . It is therefore of no surprise that despite the DNA methylation variability in our study, the newly validated set of 11 DMRs clearly distinguishes between CVS and WBF tissues.
Our work here substantially increases the number of confirmed chromosome 21 fetal specific DMRs, and therefore provides a significant expansion in the biomarker panel available for MeDIP-qPCR-based NIPD of Down syndrome. Such an expansion is predicted to further improve the robustness of the methodology and bolster its diagnostic classification power. It is also very important to Despite the statistical significance of all enrichment values (p < 0.01), the four markers (M25, M20, M18, Fd1) that showed the lowest difference were not selected as potential DMRs.
note that our current study is the first to validate chromosome 18 fetal specific DMRs in a relatively large sample set. This small panel of chromosome 18 DMRs can potentially provide a very valuable testing platform on which future NIPD assays for Edwards syndrome will be developed.
Conclusions
NIPD has gained a lot of interest the last few years. Utilizing the methylation differences between fetal and maternal DNA, several groups have managed to identify biomarkers using different approaches. This study aimed to characterize and validate fetal specific methylated regions using the MeDIP-qPCR methodology. We were able to show that the selected regions had distinct methylation patterns between fetal and maternal tissue, despite interindividual and inter-experimental variability. In addition, we have expanded the panel of the existing DMRs on chromosome 21 and have characterized a new set of markers on chromosome 18 which can provide the starting point towards the development for assays towards the detection of Edwards syndrome.
Methods
Human Samples and DNA preparation WBF samples were obtained anonymously from 50 normal non-pregnant females 20-40 years of age. Fifty, 1 st trimester CVS were obtained from the Department of Cytogenetic and Genomics at the Cyprus Institute of Neurology and Genetics (Nicosia, Cyprus). Protocols used for collecting samples for our study were approved by the appropriate Bioethics Committees, and informed consent was obtained from all participants. WBF and CVS samples were used to extract DNA using the QIAamp DNA blood midi kit or the QIAmp DNA mini kit according to the manufacturer's instructions (QIA-GEN, Hilden, Germany). All CVS underwent karyotyping and Quantitative-Fluorescent PCR (QF-PCR) analysis in order to confirm their normal status.
Ligation-mediated PCR (LM-PCR) and MeDIP assay
LM-PCR and MeDIP assays were conducted as described previously [12] . Briefly, 2.5 μg of genomic DNA were sonicated using the Bioruptor Twin sonication system (UCD-400, Diagenode, Liege, Belgium) into fragments, 300-1000 bp in size. Fragment size was verified using agarose gel electrophoresis. The fragments were blunt-ended using HPLC water, 1X NEB buffer 2 (New England BioLabs, Ipswich, UK), 10X bovine serum albumin (New England BioLabs) 100 mmol/L dNTP mix (GE Healthcare, Little Chalfont, UK) and T4 DNA polymerase (3 U/μl; New England BioLabs). Fragments were purified using the QiAquick PCR purification kit (Qiagen) and linkers were then ligated onto the blunt ends by overnight incubation at 16°C with T4 DNA ligase (New England) and T4 DNA ligase buffer (New England). Overhangs were subsequently filled in by incubating at 72°C for 10 minutes with 100 mmol/L dNTP mix (GE Healthcare), 1X PCR gold buffer (Roche, Mannheim, Germany), 1.5 mmol/L MgCl 2 (Roche) HPLC water and AmpliTaq DNA polymerase (Applied Biosystems, Branchburg, New Jersey, USA). 50 ng of ligated DNA was removed and On2  C1   5  44  17  46  47  27  33  38  50  12  34  2  18  29  31  15  25  21  19  22  24  35  10  4  28  16  20  7  13  48  45  42  41  43  11  32  14  49  23  36  3  37  40  6  1  8  9  39  30  26  68  76  99  96  69  85  86  57  84  52  54  74  75  51  61  83  63  91  78  79  56  73  87  88  58  70  95  65  67  66  72  97  82  89  62  98  94  93  92  77  80  71  60  81  55  59  64  100  53 Figure 2 DMRs exhibiting tissue specificity between CVS and WBF. A heat map constructed based on the relative fold enrichment values obtained for the two tissues tested (CVS and WBF) with the MeDIP-qPCR approach shows clustering of the hypermethylated CVS samples (high enrichment-red) and the hypomethylated WBF samples (low enrichment-blue). Furthermore, DMR clustering analysis showed no cluster distinction between the 15 newly selected DMRs and the previously validated DMRs that were used in this study as a comparison standard.
kept as input DNA. The remaining ligated DNA (800-1200 ng) was subjected to MeDIP using 3 μg mouse anti-5'methylCytosine (a-5mC) antibody (Eurogentec Saraing, Belgium). Hypermethylated DNA bound to a-mC antibodies was magnetically captured using Dynabeads® M-280 Sheep Anti-Mouse IgG magnetic beads (Life technologies, Carlsbad, California, USA) and subsequently released using proteinase K (Roche). LM-PCR used 12 ng of each input and MeDIP DNA as described earlier [12] .
DMR selection
Candidate DMRs on chromosomes 18 and 21 were selected from a set of potential differentially methylated regions previously described [12] according to the following three criteria: a) the region included at least three consecutive microarray probes, b) array results showed consistent DNA hypermethylation in first and third trimester placentas and hypomethylation in WBF samples, c) the region did not include segmental duplications and copy number variable regions based on the Database for Genomic Variants (DGV) [25] . The regions considered for this paper are shown in Table 2 .
Real-Time quantitative PCR (qPCR)
Primer design, optimal primer concentration experiments, and efficiency (e) of each qPCR reaction were performed as previously described [12] with the following modifications. Each qPCR reaction was performed on 8 ng of template DNA using SYBR Green PCR mastermix (Eurogentec) in a final reaction volume of 10 μl, using a BIORAD CFX 384 Real time system (BIORAD, Hercules, California). Each MeDIP, or Input template DNA was used to prepare three replicate qPCR reactions that were used for calculating the average Ct value for each template. Primer3 software [26] was used to design the qPCR primer sets that were synthesized by Sigma-Aldrich (Munich, Germany). Primer sets utilized for this body of work are listed in Table 3 .
Statistical calculations
MeDIP enrichment values of the CVS and WBF samples were calculated for each region using the following equation:
Enrichment = e ΔCt where e corresponds to the efficiency obtained in each real-time PCR reaction e = 10 Regions in bold indicate previously validated regions [13, 14] .
